Recent studies in our laboratory established basically the chemical structures of sphingolipids (ceramide, monoglycosyl-, diglycosyl-, triglycosyland tetraglycosylceramides) in cereals, namely rice grain and wheat kernel.1~3) However, few analyses concerning bean sphingolipid have so far been carried out. The present paper describes the isolation of ceramide and cerebroside from Azuki bean seeds and the investigation of their chemical constituents.
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Azuki bean (Phaseolus angularis) seeds (Hikari variety, 1 kg) were ground into powder (35 mesh) and extracted three times with chloroform-methanol (2: 1, v/v) and water-saturated butanol, respectively, to obtain total lipids.i)
The yield was approximately 1.7%. The lipids were subjected to silicic acid column chromatography and separated into nonpolar and polar lipid fractions.40 The latter (81.1 %) was then treated with mild alkali to remove contaminating glycerolipids.^Ceramide (49mg) and cerebroside (24mg) were isolated from the alkali-stable lipid fraction and purified by a combination of column chromatography and thin-layer chromatography as described previously. J ) For the determination of the composition of fatty acids and sugars in sphingolipids, the lipids were degraded with anhydrous methanolic I n HC1 (100°C, 4hr), and fatty acid methylesters and methylglycosides were obtained, as reported previously.1} The fatty acid methylester fraction was separated into normal, 2-hydroxy and 2,3-dihydroxy fatty acid methylesters by silica gel G thin-layer chromatography. 5) In order to examine the variety and structures of component sphingosines, ceramide and cerebroside were hydrolyzed with In methanolic KOH and with 10% Ba(OH)2-dioxane (1 : 1), 6) respectively. A part of the sphingosine liberated was converted to 7V-aeetyl derivatives and oxidized with OsO4.1 7) The product obtained was then trimethylsilylated and subjected to gas chromatography-mass spectrometry to determine the position of the double bond.1* On the other hand, component sphingosines were also prepared by degradation with aqueous methanolic 1 N HC18) and treated with NaIO4 to obtain fatty aldehydes.1 ' Silica gel G thin-layer chromatography, with chloroform-methanol-2n ammonia (40: 10: 1, v/v), of component sphingosines liberated after alkaline degradation of the lipids showed commonly three spots corresponding to authentic sphing-4-enine, sphinganine and sphing-4-hydroxy-anine, respectively. Among them, there was a large quantity of trihydroxy base in ceramide, whereas dihydroxy base containing a double bond at C-4 (sphing-4-enine and sphinga-4,8-dienine)1)3'n) and trihydroxy base were predominant in cerebroside. Table II and ceramide isolated from Azuki bean quantitatively quite differed from each other, as in those from rice bran.X) This suggests that free ceramide might be metabolically less related to glycosylceramide in higher plants.
